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Communicated by Stephen J. Chanock
Homozygosity or compound heterozygosity for the c.833T4C transition (p.I278T) in the cystathionine beta-
synthase (CBS) gene represents the most common cause of pyridoxine-responsive homocystinuria in Western
Eurasians. However, the frequency of the pathogenic c.833C allele, as observed in healthy newborns from
several European countries (qc.833C F 3.3   10
–3), is  20-fold higher than expected on the basis of the
observed number of symptomatic homocystinuria patients carrying this mutation (qc.833C F 0.18   10
–3),
implying clinical underascertainment. Intriguingly, the c.833C mutation is also present in combination with a
68-bp insertion, c.[833C; 844_845ins68], in a substantial proportion of chromosomes from nonhomocystinuric
individuals worldwide. We have sought to study the relationship between the pathogenic and nonpathogenic
c.833C-bearing chromosomes and to determine whether the pathogenic c.[833C;  ] chromosomes are identical-
by-descent or instead arose by recurrent mutation. Initial haplotype analysis of 780 randomly selected Czech
and sub-Saharan African wild-type chromosomes, employing 12 intragenic markers, revealed 29 distinct CBS
haplotypes, of which 10 carried the c.[833C; 844_845ins68] combination; none carried an isolated c.833C or
c.844_845ins68 mutation. Subsequent examination of 69 pathogenic c.[833C;  ] chromosomes, derived from
homocystinuria patients of predominantly European origin, disclosed three unrelated haplotypes that differed
from their wild-type counterparts by virtue of the presence of c.833C, thereby indicating that c.833T4C
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INTRODUCTION
Autosomal recessive cystathionine beta-synthase (CBS) defi-
ciency (MIM] 236200) is the most common inborn error of sulfur
metabolism and was first recognized over four decades ago [Mudd
et al., 1964]. Untreated CBS deficiency is characterized clinically
by skeletal and ocular abnormalities, as well as thromboembolism
and mental retardation. However, early treatment by administra-
tion of high doses of pyridoxine and/or by methionine restriction
combined with betaine administration has proven effective in
preventing many complications of this disease [Mudd et al., 2001].
The clinical, biochemical, and molecular aspects of CBS deficiency
have recently been reviewed in detail [Koz ˇich and Kraus, 2001;
Mudd et al., 2001].
Molecular analysis of the CBS gene in patients with homo-
cystinuria has led to the identification of some 130 different
pathogenic mutations, the majority of which are rare and private
[Kraus et al., 1999] (www.hgmd.org; www.uchsc.edu/cbs/cbsdata/
cgidata.htm). Although several mutations are frequent, only the
transition c.833T4C (p.I278T) in exon 8 of the CBS gene [Kraus
et al., 1999] has been reported to occur in virtually every studied
population of European origin (www.uchsc.edu/cbs/cbsdata/cgidata.
htm). The nonpolar Ile278 residue is highly conserved between
mammals, Neurospora sp., Anopheles gambiae, Pichia pastoris,
and several bacterial species. However, other species such as
Xenopus sp., Fugu rubripes, Drosophila melanogaster, Dictyostelium
discoides, Caenorhabditis elegans, and Saccharomyces cerevisiae
have a smaller valine residue at the analogous position, suggesting
that the enzyme may tolerate mild spatial alterations. By
contrast, the substitution of the nonpolar isoleucine by the polar
threonine is clearly unfavorable since the mutant enzyme is
inactivated [Koz ˇich and Kraus, 1992; Shan et al., 2001] as a
consequence of misfolding, loss of heme, and protein aggrega-
tion [Janos ˇı ´k et al., 2001]. Despite the detrimental impact of
the mutation on enzymatic properties, homozygosity or compound
heterozygosity for the c.833C allele is consistently associated
with a mild clinical phenotype, both in humans and in trans-
genic mice [Mudd et al., 2001; Wang et al., 2005]. More
importantly, carriership of at least one c.833C allele in CBS-
deficient patients confers clinical and biochemical responsive-
ness to vitamin B6 administration, and consequently necessitates
a less severe therapeutic regimen [Koz ˇich and Kraus, 2001;
Mudd et al., 2001].
At present, the c.833C allele would appear to be the most
common pathogenic CBS variant in Western Eurasians suffering
from CBS deficiency. Indeed, in symptomatic homocystinuric
patients, c.833C constitutes  25% of all homocystinuric alleles
(132/553 alleles as of April 2006; www.uchsc.edu/cbs/cbsdata/
cgidata.htm). Further, an unusually high prevalence of hetero-
zygotes for this variant has been observed among Danish, German,
Czech, and Norwegian newborns (i.e., 1:71, 1:67, 1:257, and
1:63, respectively) and in healthy Dutch adults (i.e., 1:250)
[Gaustadnes et al., 1999; Griffioen et al., 2005; Linnebank et al.,
2001a; Refsum et al., 2004; Sokolova ´ et al., 2001].
Only a small proportion of human chromosomes carry the
pathogenic mutation c.833C on its own (henceforth referred to
as c.[833C;  ] chromosomes), whereas a much larger proportion
contain a nonpathogenic combination of two mutations (termed
c.[833C; 844_845ins68] chromosomes). In the latter chromo-
somes, the pathogenic effect of c.833C is completely nullified by
the downstream insertion of a 68-bp duplicated portion of the
intron 7/exon 8 junction (Fig. 1C). Although this insertion creates
two intron 7 splice donor sites in close proximity, the splicing
machinery strongly favors the use of the more distal splice donor
site, thereby removing the upstream segment of exon 8 together
with the c.833C mutation while preserving the rest [Romano
et al., 2002; Sperandeo et al., 1996b; Tsai et al., 1996].
Consequently, both heterozygotes and homozygotes carrying the
nonpathogenic c.[833C; 844_845ins68] chromosomes synthesize
normal CBS mRNA molecules lacking the pathogenic r.833U4C
mutation; these individuals therefore exhibit neither biochemical
nor clinical signs of homocystinuria [Pepe et al., 1999; Tsai et al.,
1996]. The nonpathogenic c.[833C; 844_845ins68] chromosomes
are very common in sub-Saharan Africa (up to 40% of control
chromosomes), less frequent throughout Europe and America
(5–10% of control chromosomes) [Franco et al., 1998b; Pepe
et al., 1999], and comparatively rare in Asia (0.16–2.5% of control
chromosomes) [Song et al., 2001; Zhang and Dai, 2001].
The relatively high frequency of pathogenic c.[833C;  ]
chromosomes in populations of European descent could have
resulted from a number of different mechanisms, including
recurrent mutation in a mutational hotspot or gene conversion
using the common nonpathogenic c.[833C; 844_845ins68]
chromosomes as templates. In addition, positive selection
for carriers, random genetic drift or a combination of these
mechanisms could have been responsible for boosting the
population frequencies of the pathogenic c.[833C;  ] chromo-
somes to their present values. We have adopted several different
approaches in an attempt to distinguish between two competing
hypotheses, namely: 1) that the pathogenic c.[833C;  ]
chromosomes are identical-by-descent; or 2) that these chromo-
somes arose by recurrent mutation, possibly involving c.[833C;
844_845ins68] chromosomes as templates.
PATIENTSANDMETHODS
Patients
All patients in the present study suffered from homocystinuria
due to CBS deficiency, and were either homozygous or compound
heterozygous for the pathogenic c.[833C;  ] chromosomes.
Through an international cooperative effort, samples of genomic
DNA, blood or fibroblasts were obtained from a total of
54 unrelated subjects, representing 71 independent c.[833C;  ]
chromosomes. A total of 11 patients each were from the
Netherlands and Italy, nine were from Germany, six from
Denmark, five from Australia, four from the Czech Republic,
two each from Ireland and France, and one each from Poland,
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patient were of European ancestry.
Control individuals facilitating the haplotype analysis of wild-
type CBS chromosomes had previously been ascertained in two
different studies. Banked genomic DNA samples were obtained
from 200 anonymous Czech [Janos ˇı ´kova ´ et al., 2003] and 190
anonymous sub-Saharan African controls (50 subjects each from
the Fon, Dendi, and Bariba populations, and 40 individuals from
the Berba population) [Pepe et al., 1999]. All controls were
apparently healthy individuals with no clinical cardiovascular or
connective tissue manifestations.
The study protocol was approved by the Ethics Committee of
Charles University-1st Faculty of Medicine. All homocystinuria
patients gave their informed consent via their primary care
physicians. Control subjects gave their written informed consent
during the course of sampling in the original study.
Genotyping
Genomic DNA was isolated from peripheral blood leukocytes or
cultured human fibroblasts by column extraction. Genotypes for 12
polymorphic CBS markers (for overview, see Fig. 1A) were determined
by fragment analysis of PCR products (c.1444_146717(16_21)
[known as 31 bp variable number of tandem repeats (VNTR)]),
amplification refractory mutations system PCR (ARMS-PCR)
(c.699C4T, c.833T4C, c.844_845ins68, and c.1080C4T),
PCR-RFLP (c.–3792G4A, c.699C4T, c.833T4C, c.1080C4T,
and c.543T4C [known as c.1985T4C]) and automated DNA
sequencing (c.13581161G4A, c.13581264A4G, c.1359–219C4T,
c.1359–134G4A, and c.1359–30C4T). The ARMS-PCR and
PCR-RFLP techniques were used interchangeably since they
yielded identical results. For detailed conditions and suppliers of
chemicals and instruments, see Supplementary Table S1 (available
online at http://www.interscience.wiley.com/jpages/1059-7794/
suppmat). The analysis of c.833T4C and c.844_845ins68 was
designed to permit unequivocal phase determination of these two
markers. The cDNA sequence numbering was based upon
GenBank reference sequence NM_000071.1 (the first adenosine
in the initiator ATG was designated as 11), genomic DNA
numbering was based upon GenBank reference sequence
NC_000021.7 and the numbering of the 31-bp VNTR was based
upon a literature report [Lievers et al., 2001].
Physical Haplotyping
A physical haplotyping method had to be developed in order to
permit haplotype determination in all study subjects because no
parental samples were available for phase determination. Since
PCR amplification of a 20-kb segment of the CBS gene proved
to be unreliable, PCR conditions to amplify a shorter 12.2-kb
FIGURE 1. Structureofthewild-typec.[833T;  ] and c.[833C;844_845ins68] CBS chromosomes. A:Thegenomicorganizationofthe
CBS gene, with exons depicted as numbered black boxes and the initiator ATG in exon 1 indicated by an upward-pointing arrow.
Markers genotyped in this study are denoted by downward-pointing arrows. B: Boxed uppercase letters represent the sequence of
wild-type exon 8.The lowercase sequence corresponds to £anking intronic regions.The thymidine residue at nucleotide position
833 is marked by an arrow. C:The sequence of the variant c.[833C; 844_845ins68] chromosome.The 68-bp insertion between nu-
cleotides 844 and 845 isbracketed. Boththemutationc.833Cinexon 8 andthewild-typethymidine 833 withinthe 68-bpinsertion
sequence areindicatedby arrows. Motifscorresponding toDNA polymerase a/bframeshift hotspotsandinvertedrepeats areshaded
andunderlined, respectively.
HUMAN MUTATION 28(3),255^264,2007 257
Human Mutation DOI 10.1002/humuportion of the CBS gene between exons 5 and 17 were optimized
and subsequently employed. Samples that yielded more than two
haplotypes (probably due to PCR jumping [Pa ¨a ¨bo et al., 1990])
and samples which failed in a 12.2-kb PCR amplification as
a consequence of poor template DNA quality, were amplified
in two overlapping 7.4-kb and 8.1-kb fragments spanning exon 5
to intron 13 and intron 9 to exon 17, respectively. Detailed
conditions for the PCR reactions are given in Supplementary Table
S1. The PCR products were gel-purified and cloned into
a bacterial vector using the TOPO
s XL PCR Cloning Kit
(Invitrogen; www.invitrogen.com, Carlsbad, CA) according to
the manufacturer’s instructions. Individual alleles were then
genotyped from plasmid DNA preparations as described above.
Throughout this work, the haplotypes have been described
using the following reference haplotype: NM_000071.1:
c.[–3792G4A; 699C4T; 833T4C; 844_845ins68; 1080C4T;
intron 12 cluster; c.1444_146717(16_21); 543T4C]. The intron
12 variants c.13581161G4A, c.13581264A4G, c.1359–219C4T,
c.1359–134G4A, and c.1359–30C4Twere clustered as follows:
a, [G; G; C; G; C]; b, [G; G; C; A; T]; g, [G; G; T; A; T], and d,
[ G ;A ;C ;G ;C ] .
Haplotyping in Controls
Genotypes for seven polymorphic markers were first examined
in all 390 control DNA samples, and HAPMAX (available at
www.uni-kiel.de/medinfo/mitarbeiter/krawczak/download/index.html)
analysis was performed to estimate the possible haplotype structure
of control chromosomes. Next, we searched manually for
homozygotes carrying the predicted haplotypes. In these samples,
genotyping was extended to the remaining five markers by
sequencing intron 12. If heterozygosity was observed for more
than one locus in the latter analysis, physical haplotyping was
employed. Several haplotypes predicted by HAPMAX were,
however, individually rare and were not found in the homozygous
state. Their existence was therefore also confirmed directly by the
physical haplotyping of selected samples.
Haplotyping in Patients Carrying Pathogenic
c.[833C;  ] Chromosomes
Genotypes for 12 polymorphic markers were determined in all
genomic DNA samples from homocystinuria patients. Of the 54
samples available, two did not amplify in any PCR and seven failed
in long-range PCR. The remaining 45 samples were amenable to
genotyping and physical haplotyping. CBS haplotypes were
determined either directly as a consequence of homozygosity for
at least 11 out of 12 markers, or by physical haplotyping.
GeographicalVariation in c.[833C;  ]
Chromosome Frequency
For selected countries, we were able to estimate not only the
population frequency of all homocystinuria-causing CBS alleles
combined, but also the CBS alleles bearing the c.833T4C
mutation. Since only a limited number of European countries
perform long-term neonatal screening for CBS deficiency (and
would thus have been able to provide reliable incidence data for
deriving these estimates), we simply used the population
prevalence of CBS deficiency to extrapolate allele frequencies.
Data were first collected on the number of all known
CBS-deficient patients and on their genotypes for each of the
countries involved using a combination of three approaches:
1) a questionnaire-based survey, with 11 laboratories approached
and eight replies received; 2) exploitation of the CBS Mutation
Database (www.uchsc.edu/cbs/cbsdata/cgidata.htm); and 3) litera-
ture searches. Owing to its much greater ethnic heterogeneity, no
attempt was made to perform this analysis in the United States.
Population sizes were taken from the United Nations World
Population Policies 2003 (www.un.org/esa/population/publications/
wpp2003/Publication_index.htm). For crude data, see Supplemen-
tary Table S2. Assuming Hardy-Weinberg equilibrium, the total
frequency of disease-causing CBS alleles was calculated as the
square root of the prevalence of CBS deficiency. Then, the
frequency of the c.[833C;  ] chromosomes was estimated by
multiplying this number by the proportion of c.[833C;  ]
chromosomes observed among patients. Finally, the combined
population frequency of disease-causing CBS chromosomes
in Europe was calculated from summary data on the numbers of
patients and the sum of respective population sizes of these
countries.
Statistical Analyses
Maximum likelihood estimates of haplotype frequencies were
obtained from genotype data of unrelated individuals using
the HAPMAX computer program. Confidence intervals for the
disease prevalence and allele frequency estimates were calculated
using the Wilson score method without continuity correction
[Newcombe, 1998].
RESULTS
HaplotypeAnalysis ofWild-Type CBS Chromosomes
First, we genotyped a set of seven polymorphic markers in all
390 control DNA samples from one European and four African
populations; the African populations were included so as to
provide the potential to acquire additional information on
identical-by-descent c.833C-bearing chromosomes. Subsequently,
five additional markers in intron 12 were genotyped in selected
samples in order to determine their CBS haplotypes. The
frequencies of most of the genotypes differed quite markedly
between Czech and African controls (for details see Table 1). The
frequencies of the c.1080C4T and c.543T4C variants were
substantially higher in the Czech population whereas the
frequency of the c.[833C; 844_845ins68] double mutation was
considerably lower than in Africans. Importantly, we did not
detect any c.833Tchromosomes carrying only the c.844_845ins68
lesion (i.e., c.[833T; 844_845ins68]), nor did we detect any
chromosomes bearing exclusively the c.833C mutation
(i.e., c.[833C;  ]). Thus, the c.844_845ins68 variant was in
absolute linkage disequilibrium with the c.833C mutation in all
population samples analyzed.
Next, haplotypes were constructed either from homozygous
genotypes or by performing physical haplotyping, employing all 12
polymorphic markers. Haplotypes involving intron 12 markers
c.13581161, c.13581264, c.1359–219, c.1359–134, and c.1359–30
could be divided into four different clusters, which we have termed
a [ G ;G ;C ;G ;C ] ,b [ G ;G ;C ;A ;T ] ,g [G; G; T; A; T], and d [G;
A; C; G; C], respectively.
Our study revealed a total of 29 and 18 different wild-type CBS
haplotypes, respectively, depending upon whether or not the
VNTR c.1444_146717(16_21) genotype was included (for details
see Table 2). Chromosomes carrying the c.[833C; 844_845ins68]
double mutation were found in both populations. European
chromosomes were found to harbor only two or four haplotypes,
respectively, depending upon whether or not VNTR heterogeneity
was considered, while the ancestral African chromosomes
displayed much greater haplotype variability. We attempted to
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generated by the HapMap Project (www.hapmap.org). Although
HapMap release 19/phase II from October 2005 contains an
array of CBS haplotypes, no direct comparison was possible owing
to the use of a completely different set of CBS SNPs by the
HapMap project.




Czechcontrols Africancontrols Fon Dendi Berba Bariba
Number of chromosomes 400 380 100 100 80 100
c.^3792G4A 0.01 0.00 0.00 0.00 0.00 0.00
c.699C4T 0.32 0.20 0.1 7 0.24 0.15 0.24
c.833T4C 0.07 0.33 0.33 0.30 0.36 0.24
c.844___845ins68 0.07 0.33 0.33 0.30 0.36 0.24
c.1080C4T 0.42 0.00 0.00 0.00 0.01 0.00
c.1444___146717(16)
a 0.002 0.00 0.00 0.00 0.00 0.00
c.1444___146717(17) 0.07 0.22 0.29 0.15 0.24 0.21
c.1444___146717(18) 0.77 0.26 0.23 0.27 0.20 0.33
c.1444___146717(19) 0.11 0.19 0.12 0.16 0.15 0.13
c.1444___146717(21) 0.05 0.38 0.36 0.42 0.41 0.33
c.543T4C (known as c.1985T4C) 0.46 (C) 0.12 (T) 0.14 (T) 0.14 (T) 0.13 (T) 0.07 (T)
With the exception of theVNTR polymorphism, themarker frequencies are given as minor allele frequencies.ThecDNA sequence numberingis based
on GenBank reference sequence NM___000071.1 (the ¢rst adenosine in the initiatorATG is designated as 11), genomic DNA numbering is based on
GenBank reference sequence NC___000021.7 and the numbering of the 31-bp c.1444___146717(16_21) VNTR is based on a published report [Lievers
et al.,2001]. For an overview of polymorphisms in the CBS gene, see [Koz › ich andKraus,2001].
aThe length of the individualVNTR motifs is invariably 31bp; however,di¡erent single-nucleotide substitutions may bepresent within the repeat units,
as described previously by Lievers et al. [2001].





Detectionmethod X, numberofc.1444___146717(16___21) VNTRrepeats Czech African
c.[833T;-] haplotypes
[G;T;T;-;C;a;X ;C ] P 2 1 ^ 1
[G;C ;T ;-;C ;b;X ; C ] H 1 9 ^ 1
[G;T;T;-;C;b;X ;C ] H 1 9 ^ 1
[G;T;T;-;C;g;X ;C ] H 1 9 1 ^
[G;T;T; -;C; g;X ;T ] H 1 8 11
same as above H 19 11
[G ;C ;T ;-;C ;d;X ;C ] H 1 8 11
same as above H 21 11
[G;C;T;-;C;d;X ;T ] H 1 7 11
same as above H 18 11
same as above H 19 11
same as above H 21 11
[G;T;T;-;C;d;X ;T ] H 1 7 11
same as above H 18 11
same as above H 21 11
[G;C;T; -;T; d;X ;C ] H 1 8 1 ^
[G;T;T;-;T;d;X ;C ] P 1 6 1 ^
same as above H 18 1 ^
[G;C;T;-;T;d;X ;T ] H 1 8 1 ^
c.[833C;844___845ins68] haplotypes
[G ;C ;C ;ins ;C ;a;X ;C ] P 1 8 ^ 1
[G ;C ;C ;ins ;C ;b;X ;T ] H 1 7 11
same as above H 18 11
same as above H 21 11
[A;C ;C ;ins ;C ;b;X ;T ] P 1 7 1 ^
[G;C;C; ins;T; b;X ;T ] P 1 7 ^ 1
[G;T;C; ins;C; b;X ;T ] H 1 7 ^ 1
[G ;C ;C ;ins ;C ;d;X ;C ] P 2 1 ^ 1
[G ;C ;C ;ins ;C ;d;X ;T ] H 1 7 ^ 1
same as above H 19 ^ 1
Haplotypes were determinedeither by homozygosity of at least11markers (detection method H) or by physical haplotyping (detection method P).
aHaplotypes are described in relation to the reference CBS haplotype- NM___000071.1: c.[-3792G4A; 699C4T; 833T4C; 844___845ins68; 1080C4T;
intron 12 cluster; c.1444___146717(16___21); *543T4C], for details see Patients and Methods. The intron 12 variants c.13581161G4A, c.13581
264A4G, c.1359-219C4T, c.1359-134G4A and c.1359-30C4Twereclusteredasfollows: a, [G;G;C;G;C]; b,[G ;G ;C ;A ;T];g,[G ;G ;T ;A ;T]a n dd,[G ;A ;C ;G ;C].
b1, haplotype observed in the studied population sample; ^, haplotype not detected in the studied population sample.
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of Homocystinuric Chromosomes
The population frequency of patients with clinically ascertained
and biochemically confirmed CBS deficiency varied considerably
between countries, averaging  1 out of 1,500,000 inhabitants
in Europe and yielding an estimated population frequency
of pathogenic CBS alleles of 0.82   10
–3. The population
frequency of the c.833C allele, as estimated from the number of
homocystinuria patients carrying at least one c.[833C;  ] chromosome,
varied by an order of magnitude between the 13 European
countries, with the highest prevalence being observed in northern
Europe. The calculated frequency of this allele in Europe (qc.833C
F 0.18   10
–3) was  20-fold lower than actually observed in
healthy controls—mostly unselected newborns—from several
European countries (qc.833C F 3.3   10
–3) (see Table 3). This
discrepancy is suggestive either of the decreased antenatal viability
of c.[833C;  ] homozygotes, the premature death of patients, or,
rather more plausibly, an ascertainment bias with respect to
patients having a clinically less apparent and milder pyridoxine-
responsive form of the disease due to c.[833C;  ] homozygosity.
Haplotypes of c.[833C;  ] chromosomes and their frequencies
were determined by a combination of physical haplotyping and
statistical analysis. Physical haplotyping of two-thirds of the
available mutant chromosomes revealed three distinct and
unrelated haplotypes ([G; C; C;  ;C ;d; 21; T], [G; C; C;  ;
T; d; 18; C], and [G; T; C;  ;C ;g; 19; C]) that differ from their
respective wild-type counterparts only by the substitution of
c.833C for c.833T. To reveal additional haplotypes that might
have been present in samples that were not amenable to physical
haplotyping, a maximum likelihood analysis was performed on the
genotypes of 52 homocystinuric patients (representative of 69
c.[833C;  ] chromosomes). As is evident from Supplementary
Table S3, HAPMAX revealed the same three c.[833C;  ]
haplotypes as before, with frequency estimates that were virtually
identical to those determined by physical haplotyping. Interestingly,
the haplotype containing the d cluster of intron 12 variants has
been previously observed in patients of German origin (designated
the ‘‘A1 haplotype’’ in Linnebank et al. [2001b]). We were unable to
detect any c.833C-bearing haplotype containing cluster b of intron
12 variants (designated the ‘‘B1 haplotype’’ in the Linnebank et al.
[2001b] study), and with hindsight this may have been due to
different although partially overlapping sets of German patients
having been included in the original and the present study.
The distribution of different pathogenic c.[833C;  ] haplotypes
varied between different European countries (see Fig. 2), reflecting
the complex population history of the mutant CBS chromosomes.
It is important to stress that we did not observe any heterogeneity
in the number of VNTR repeats for any of the mutant haplotypes,
consistent with a rather recent occurrence of all mutant c.[833C;  ]
chromosomes. The [G; T; C;  ;C ;g; 19; C] haplotype was present
in 8 out of 9 European countries tested, suggesting that it might be
the most ancient one. By contrast, [G; C; C;  ;T ;d; 18; C] was
restricted to the northern/central part of Europe, while [G; C;
C;  ;C ;d; 21; T] was confined to Italy. This variable geographical
distribution suggests either different migration patterns or the more
recent occurrence of the latter two mutant haplotypes.
Search for Mutational Hotspots
in theVicinityof c.833T
There is no obvious reason to suppose that thymidine in position
c.833 is hypermutable per se. Moreover, the immediate vicinity of the
nucleotide c.833 does not contain any repetitive sequence elements
that could have templated the c.833T4C transition and hence
accounted for its independent occurrence on distinct haplotypes.
However, analysis of the regions flanking the adjacent
nucleotide c.844, at which the 68-bp duplication occurs, revealed
the presence of two sequence elements with mutational potential
(see Fig. 1C). The first, at position c.834_839, was a 50-TGGGGT-
30 sequence that matches the DNA polymerase a/b frameshift
hotspot consensus sequence 50-TG(G/A)(A/G)(G/A)(C/T)-30








All pathogenic CBS chromosomes c.[833C;  ] chromosomes c.[833C;  ] chromosomes
Czech Republic 1.1 (0.86^1.5) 0.30 (0.23^0.40) 2.0 (0.83; 4.6)
Denmark 1.6 (1.2^2.1) 0.81 (0.62^1.0) 7.0 (3.4^14.6)
France 0.52 (0.40^0.66) 0.048 (0.038^0.062)
Germany 0.76 (0.66^0.88) 0.21 (0.19^0.25) 7.5 (2.6^22.0)
Hungary 1.1 (0.83^1.5) 0.046 (0.035^0.061)
Ireland 3.3 (2.8^3.8) 0.12 (0.099^0.13)
Italy 0.58 (0.46^0.72) 0.14 (0.11^0.17)
Norway 1.5 (1.1^2.0) 0.15 (0.11^0.20) 3.1 (1.5^6.4)
Netherlands 1.5 (1.2^1.7) 0.80 (0.68^0.94) 2.0 (0.5^7.3)
Poland 0.66 (0.52^0.84) 0.020 (0.015^0.025)
Slovakia 1.2 (0.87^1.7) 0.076 (0.054^0.11)
Spain 0.58 (0.45^0.76) 0 (0.0^0.0)
UnitedKingdom 0.49 (0.38^0.63) 0.14 (0.11^0.18)
Europe 0.82 (0.77^0.87) 0.18 (0.17^0.19) 3.3 (2.2^5.0)
Australia^New SouthWales 2.4 (2.1^2.9) 0.31 (0.26^0.36) 0 (0.0^4.0)
Japan 0.58 (0.50^0.67) 0.013 (0.012^0.016)
Frequencies are given as number per1,000 chromosomes (i.e.,   10
^3).
aRaw data for calculating allele frequencies are given in Supplementary Table S2; the calculations are described in detail in the Patients and
Methods section.
bPopulation frequencies of the c.[833C;  ] chromosome were calculated from original data published for Czech [Sokolova ¤ et al.,2001], Danish [Gaustadnes
et al., 1999], German [Linnebank et al., 2001a], Norwegian [Refsum et al., 2004], and Australian newborns (personal communication by B. Wilcken;
n 5 1,160 consecutivenewborns), andforDutch healthycontrols [Gri⁄oenet al.,2005].The 95% con¢denceintervals aregiveninparentheses.
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ATCCA/TGGAT, flanking the 68-bp insertion site that appears
to be capable of forming an imperfect hairpin loop that could have
mediated the exclusion of the inserted sequence while still preserving
the pathogenic c.833C mutation on the same chromosome.
In summary, analysis of mutational hotspots and the haplotypes
of c.833C-bearing chromosomes suggests a complex history
for their generation, with neutral c.[833C; 844_845ins68] chromo-
somes having potentially templated the generation of mutant
c.[833C;  ] chromosomes via several mechanisms (see Discussion).
DISCUSSION
In this study, we have presented evidence to support the view
that the most common homocystinuria mutation c.833T4C
(p.I278T) occurred both repeatedly and independently during the
recent history of European populations. This assertion is based
mainly upon the observation of three unrelated CBS haplotypes
containing solely the pathogenic c.833T4C substitution. Since
the recurrence of the c.833T4C mutation cannot be explained
by any known mutational hotspot in the vicinity of c.833T, a
different mutational mechanism should be considered.
The high prevalence of the neutral c.[833C; 844_845ins68]
chromosomes in Europe prompted us to propose that these
nonpathogenic chromosomes may have templated the repeated
generation of pathogenic c.[833C;  ] chromosomes. Different
mutational mechanisms such as meiotic recombination, loop
formation with subsequent excision, or gene conversion could
have been responsible for recurrently converting wild-type
chromosomes into pathogenic c.[833C;  ] ones, using neutral
c.[833C; 844_845ins68] chromosomes as templates.
Meiotic recombination as a mechanism for repeated mutagen-
esis appears unlikely owing to the close physical proximity of
nucleotides 833 and 844. A meiotic event should have generated
a c.844_845ins68 chromosome lacking the c.833C mutation. In 15
published studies containing data on the phase of the c.833C
mutation and the c.844_845ins68 variant, a total of 10,074 CBS
chromosomes were genotyped and 1,721 c.[833C; 844_845ins68]
chromosomes were found. However, not a single c.833T
chromosome carrying only the c.844_845ins68 variant (i.e.,
c.[833T; 844_845ins68]) has been reported, indicating complete
linkage disequilibrium of the c.844_845ins68 variant with c.833C
[Aras et al., 2000; Dilley et al., 2001; Dutta et al., 2005; Fillon-
Emery et al., 2004; Franco et al., 1998a, 1998b; Giusti et al., 1999;
Griffioen et al., 2005; Janos ˇı ´kova ´ et al., 2003; Orenda ´c ˇ et al.,
1999; Pepe et al., 1999; Sokolova ´ et al., 2001; Tsai et al., 2000,
1999; Zoossmann-Diskin et al., 2004].
The inverted repeat flanking the 68-bp insertion could, however,
have templated the recurrent conversion of neutral c.[833C;
844_845ins68] chromosomes into pathogenic c.[833C; -] chromo-
somes via loop formation and excision. To explore this second
hypothesis, we compared both the pathogenic and neutral
haplotypes harboring c.833C. The two major European pathogenic
haplotypes, i.e., [G; T; C;  ;C ;g; 19; C] and [G; C; C;  ;T ;d;1 8 ;
C], are unrelated to any of the neutral c.[833C; 844_845ins68]
haplotypes. Therefore, their emergence by loop excision from any
FIGURE 2. Distribution of c.[833C;  ] haplotypes in Europe.Three di¡erent pathogenic haplotypes ([G; C; C;  ;C ;d;2 1 ;T],[G ;C ;
C;  ;T ;d;1 8;C],and[G;T ;C; ;C ;g;19; C]) were observed among European homocystinuria patients. Haplotypes are described
in relation to the reference CBS haplotype, for details see Patients and Methods.The number of chromosomes is proportional to the
size of the column in each country, normalized by the black square representing one allele; it may also be found in Supplementary
Table S3. [Color ¢gurecan beviewedin theonlineissue,whichis available at www.interscience.wiley.com.]
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would appear to be inherently unlikely. By contrast, the rare
pathogenic haplotype [G; C; C;  ;C ;d; 21; T] differs from the
nonpathogenic haplotype [G; C; C; ins; C; d; 17/19; T] only by
virtue of the absence of the insertion at position c.844_845 and
by the number of VNTR repeats. A complex, albeit still feasible,
mechanism involving both loop excision and DNA polymerase
slippage in the VNTR locus could have led to the formation of
pathogenic [G; C; C;  ;C ;d; 21; T] chromosomes. However, the
putatively templating chromosome was only found in sub-Saharan
African controls while the corresponding pathogenic haplotype
was only present in Italy.
The third hypothesis invoking gene conversion, however, is
favored by the observation that the c.833T4C mutation abuts the
DNA polymerase a/b frameshift hotspot consensus sequence
50-TG(G/A)(A/G)(G/A)(C/T)-30, known to be involved in strand
breakage. Moreover, all three mutant c.[833C;  ] haplotypes have
a wild-type c.[833T;  ] counterpart, consistent with their
emergence via gene conversion. In addition, the VNTR hetero-
geneity characteristic of the non-pathogenic c.[833C;
844_845ins68] chromosomes is lacking on mutant c.[833C;  ]
chromosomes. This is consistent with the view that the neutral
c.[833C; 844_845ins68] chromosomes preceded the mutant
c.[833C;  ] chromosomes in evolutionary time. We therefore
propose that, in individuals heterozygous for the wild-type c.[833T;  ]
and c.[833C; 844_845ins68] chromosomes, a double-strand break
of the c.[833T;  ] chromosome at the DNA polymerase a/b
frameshift hotspot consensus sequence may have occurred.
Subsequent strand invasion, formation of Holliday junctions and
excision repair of an incomplete loop could then have formed the
three mutant c.[833C,  ] haplotypes (the proposed mechanism is
depicted in Fig. 3). Gene conversion has been implicated in a
number of different human diseases [Patrinos and Grosveld, 2003]
and we propose that homocystinuria due to the c.833T4C
transition may be yet another example.
A wide variability in the frequency of pathogenic c.[833C;  ]
chromosomes obtained from known homocystinuria patients in
different populations is evident; northern Europe has the highest
frequency while Japan has the lowest and the Iberian peninsula
appears to be entirely devoid of c.[833C;  ] chromosomes. If
the nonpathogenic c.[833C; 844_845ins68] chromosomes did
indeed template the creation of mutant c.[833C;  ] chromosomes
by gene conversion, one would expect that the population
frequency of these mutant chromosomes would be positively
correlated with the prevalence of the nonpathogenic ones.
Consistent with this prediction, the low prevalence of c.[833C;
844_845ins68] chromosomes in Asia is indeed associated with the
low prevalence, or even absence, of the c.[833C;  ] chromosomes
among Japanese [Katsushima et al., 2006] and Korean [Lee et al.,
2005] homocystinuria patients, whereas a much higher prevalence
of both the pathogenic and neutral chromosomes is apparent in
Europe. Unfortunately, the assessment of this correlation could not
be extended to sub-Saharan Africa due to a lack of reliable data on
the frequency of homocystinuria in countries from this region, and
because the control sample size in our study was probably too small
to detect c.[833C;  ]1[833T;  ] heterozygotes.
It is at present unclear how much of the variability in the
prevalence of the pathogenic c.[833C;  ] chromosome can be
attributed to the above mentioned mutagenic mechanisms as
opposed to random drift, migration, and selection. It is also unclear
to what extent this variability is due to the negative clinical
ascertainment bias of mildly affected patients carrying the
pathogenic c.[833C;  ] chromosome (homozygotes and compound
heterozygotes for this allelic variant manifest a pyridoxine-
responsive homocystinuria with a milder clinical phenotype and
such individuals may have not invariably been diagnosed as having
FIGURE 3. Gene conversion as a possible mechanism for recur-
rent mutation. A hypothetical mechanism by which the
c.[833C; 844_845ins68] chromosomes could serve as template
for the generation of the pathogenic c.[833C;  ] chromosomes.
The upper two strands represent the wild-type c.[833T;  ]c h r o -
mosomes and the two bottom strands represent a variant wild-
type c.[833C; 844_845ins68] chromosome. Intron 7 is shown
as a black line, exon 8 is a gray line, and the insertion of 68 bp
isshowningreen.Thepathogenicmutationc.833Cisshownasa
red square. In step A, a double strand break occurs at the DNA
polymerase a/b frameshift hotspot followed by 50-30 exonu-
clease activity on the c.[833T;  ] chromosome in step B. Subse-
quent strand invasion occurs in step C and results in the
formationofaHollidayjunctioninstepD. InstepE, strandrepair
leads to the occurrence of a loop that is subsequently cleaved,
generating the neutral c.[833C; 844_845ins68] and pathogenic
c.[833C;  ] chromosomes duringgametogenesis (stepF).
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number of reports of c.[833C;  ]1[833C;  ] homozygotes and of
c.[833C;  ]1[other] compound heterozygotes who suffer from an
unusual form of the disease, manifesting only a thrombotic
diathesis without affecting connective tissue or the central nervous
system [Gaustadnes et al., 2000, 2002; Linnebank et al., 2003;
Maclean et al., 2002].
The phenotypic expression of the c.833T4C mutation in
heterozygotes is essentially unknown [Guttormsen et al., 2001;
Sperandeo et al., 1996a]. It is also unclear whether females
heterozygous for the pathogenic c.[833C;  ] chromosomes may
have had a more favorable pregnancy outcome (reduced bleeding
potential)—as proposed in cases of thrombophilia [Gopel et al.,
2001; Lindqvist et al., 1998]—under the as yet unproven
assumption that heterozygotes for CBS deficiency are in general
more prone to thromboembolism [Mudd et al., 1981; Swift and
Morrell, 1982]. It remains possible that the general living
conditions could have been more disadvantageous to hetero-
zygotes in Africa than in Europe, so that the question of whether
or not the high frequency of c.833C in Europe may have been in
part due to selection remains open.
Our study has revealed a considerable haplotype diversity of
wild-type CBS chromosomes in the studied European and African
populations. Were the VNTR polymorphism also to be considered,
the number of haplotypes common to both populations would
be 14. Czech controls carried six population-specific haplotypes,
whereas controls from Africa exhibited nine unique haplotypes.
These findings are consistent with the more recent emergence of
European populations as compared to the ancestral populations
originating in Africa.
In conclusion, our study has demonstrated significant worldwide
differences in the frequency of disease-causing c.[833C;  ]
chromosomes, which are associated with three unrelated CBS
haplotypes in populations of predominantly European origin. We
propose that a complex evolutionary process was responsible for
the formation of these haplotypes and that the common neutral
c.[833C; 844_845ins68] chromosomes might have been a source
of pathogenic c.[833C;  ] chromosomes by mechanisms that
probably involved gene conversion.
ACKNOWLEDGMENTS
We thank Ms. E. Richterova ´ for technical assistance and
Dr. Petra Zavadakova and Ms. Lenka Mra ´zova ´ for helpful discussions.
V.K. was supported by the Wellcome Trust International Senior
Research Fellowship in Biomedical Science in Central Europe
070255/Z/03/Z, and in part by research project MSM0021620806
of the Ministry of Education and Youth of the Czech Republic;
J.P .K. was supported by NIH grants PO1HD0805 and HL65217,
and a grant from the Jerome Lejeune Foundation.
REFERENCES
Abeysinghe SS, Chuzhanova N, Krawczak M, Ball EV, Cooper DN. 2003.
Translocation and gross deletion breakpoints in human inherited disease
and cancer I: Nucleotide composition and recombination-associated
motifs. Hum Mutat 22:229–244.
Aras O, Hanson NQ, Yang F, Tsai MY. 2000. Influence of 699C–4Tand
1080C–4T polymorphisms of the cystathionine beta-synthase gene on
plasma homocysteine levels. Clin Genet 58:455–459.
Dilley A, Hooper WC, El-Jamil M, Renshaw M, Wenger NK, Evatt BL.
2001. Mutations in the genes regulating methylene tetrahyd-
rofolate reductase (MTHFR C–4T677) and cystathione beta-synthase
(CBS G–4A919, CBS T–4c833) are not associated with myocardial
infarction in African Americans. Thromb Res 103:109–115.
Dutta S, Sinha S, Chattopadhyay A, Gangopadhyay PK, Mukhopadhyay J,
Singh M, Mukhopadhyay K. 2005. Cystathionine beta-synthase T833C/
844INS68 polymorphism: a family-based study on mentally retarded
children. Behav Brain Funct 1:25.
Fillon-Emery N, Chango A, Mircher C, Barbe F, Blehaut H, Herbeth B,
Rosenblatt DS, Rethore MO, Lambert D, Nicolas JP . 2004. Homo-
cysteine concentrations in adults with trisomy 21: effect of B vitamins
and genetic polymorphisms. Am J Clin Nutr 80:1551–1557.
Franco R, Maffei F, Lourenco D, Piccinato C, Morelli V, Thomazini I, Zago
M. 1998a. The frequency of 844ins68 mutation in the cystathionine
beta-synthase gene is not increased in patients with venous thrombosis.
Haematologica 83:1006–1008.
Franco RF, Elion J, Lavinha J, Krishnamoorthy R, Tavella MH, Zago MA.
1998b. Heterogeneous ethnic distribution of the 844ins68 in the
cystathionine beta-synthase gene. Hum Hered 48:338–342.
Gaustadnes M, Ingerslev J, Rutiger N. 1999. Prevalence of congenital
homocystinuria in Denmark. N Engl J Med 340:1513.
Gaustadnes M, Rudiger N, Rasmussen K, Ingerslev J. 2000. Familial
thrombophilia associated with homozygosity for the cystathionine beta-
synthase 833T–4C mutation. Arterioscler Thromb Vasc Biol 20:
1392–1395.
Gaustadnes M, Wilcken B, Oliveriusova ´ J, McGill J, Fletcher J, Kraus JP ,
Wilcken DE. 2002. The molecular basis of cystathionine beta-synthase
deficiency in Australian patients: genotype-phenotype correlations and
response to treatment. Hum Mutat 20:117–126.
Giusti B, Camacho-Vanegas O, Attanasio M, Comeglio P , Gori AM,
Brunelli T, Prisco D, Gensini GF, Abbate R, Pepe G. 1999.
Microheterogeneity in the distribution of the 844ins68 in the
cystathionine beta-synthase gene in Italy. Thromb Res 94:249–254.
Gopel W, Ludwig M, Junge AK, Kohlmann T, Diedrich K, Moller J. 2001.
Selection pressure for the factor-V-Leiden mutation and embryo
implantation. Lancet 358(9289):1238–1239.
Griffioen PH, de Jonge R, van Zelst BD, Montserrate Brouns R, Lindemans
J. 2005. Detection and allele-frequencies of the 833T4C, 844ins68 and
a novel mutation in the cystathionine beta-synthase gene. Clin Chim
Acta 354:191–194.
Guttormsen AB, Ueland PM, Kruger WD, Kim CE, Ose L, Folling I,
Refsum H. 2001. Disposition of homocysteine in subjects heterozygous for
homocystinuria due to cystathionine beta-synthase deficiency: relation-
ship between genotype and phenotype. Am J Med Genet 100:204–213.
Janos ˇı ´k M, Oliveriusova ´ J, Janos ˇı ´kova ´ B, Sokolova ´ J, Kraus E, Kraus JP ,
Koz ˇich V. 2001. Impaired heme binding and aggregation of mutant
cystathionine beta-synthase subunits in homocystinuria. Am J Hum
Genet 68:1506–1513.
Janos ˇı ´kova ´ B, Pavlı ´kova ´ M, Kocmanova ´ D, Vı ´tova A, Vesela ´ K, Krupkova ´
L, Kahleova ´ R, Krijt J, Kraml P , Hya ´nek J, Zva ´rova ´ J, Andel M, Koz ˇich V.
2003. Genetic variants of homocysteine metabolizing enzymes and the
risk of coronary artery disease. Mol Genet Metab 79:167–175.
Katsushima F, Oliveriusova ´ J, Sakamoto O, Ohura T, Kondo Y, Iinuma K,
Kraus E, Stouracova R, Kraus JP . 2006. Expression study of mutant
cystathionine beta-synthase found in Japanese patients with homo-
cystinuria. Mol Genet Metab 87:323–328.
Koz ˇich V, Kraus JP . 1992. Screening for mutations by expressing patient
cDNA segments in E. coli: homocystinuria due to cystathionine beta-
synthase deficiency. Hum Mutat 1:113–123.
Koz ˇich V, Kraus JP . 2001. Cystathionine beta-synthase (CBS) deficiency:
genetics. In: Cooper DN, editor. Nature encyclopedia of human genome.
London: Nature Publishing Group. p 1000–1008.
Kraus JP , Janos ˇı ´kM ,K o z ˇich V, Mandell R, Shih V, Sperandeo MP , Sebastio
G, de Franchis R, Andria G, Kluijtmans LA, Blom H, Boers GH, Gordon
RB, Kamoun P , Tsai MY, Kruger WD, Koch HG, Ohura T, Gaustadnes
M. 1999. Cystathionine beta-synthase mutations in homocystinuria.
Hum Mutat 13:362–375.
Lee SJ, Lee DH, Yoo HW, Koo SK, Park ES, Park JW, Lim HG, Jung SC.
2005. Identification and functional analysis of cystathionine beta-
synthase gene mutations in patients with homocystinuria. J Hum Genet 50:
648–654.
HUMAN MUTATION 28(3), 255^264, 2007 263
Human Mutation DOI 10.1002/humuLievers KJ, Kluijtmans LA, Heil SG, Boers GH, Verhoef P , van Oppenraay-
Emmerzaal D, den Heijer M, Trijbels FJ, Blom HJ. 2001. A 31 bp VNTR
in the cystathionine beta-synthase (CBS) gene is associated with
reduced CBS activity and elevated post-load homocysteine levels. Eur J
Hum Genet 9:583–589.
Lindqvist PG, Svensson PJ, Dahlback B, Marsal K. 1998. Factor V Q506
mutation (activated protein C resistance) associated with reduced
intrapartum blood loss—a possible evolutionary selection mechanism.
Thromb Haemost 79:69–73.
Linnebank M, Homberger A, Junker R, Nowak-Goettl U, Harms E, Koch
HG. 2001a. High prevalence of the I278T mutation of the human
cystathionine beta-synthase detected by a novel screening application.
Thromb Haemost 85:986–988.
Linnebank M, Homberger A, Kraus JP , Harms E, Koz ˇich V, Koch HG.
2001b. Haplotyping of wild type and I278T alleles of the human
cystathionine beta-synthase gene based on a cluster of novel SNPs in
IVS12. Hum Mutat 17:350–351.
Linnebank M, Junker R, Nabavi DG, Linnebank A, Koch HG. 2003.
Isolated thrombosis due to the cystathionine beta-synthase mutation
c.833T4C. J Inherit Metab Dis 26:509–511.
Maclean KN, Gaustadnes M, Oliveriusova ´ J, Janos ˇı ´k M, Kraus E, Koz ˇich V,
Kery V, Skovby F, Rudiger N, Ingerslev J, Stabler SP , Allen RH, Kraus JP .
2002. High homocysteine and thrombosis without connective tissue
disorders are associated with a novel class of cystathionine beta-synthase
(CBS) mutations. Hum Mutat 19:641–655.
Mudd SH, Finkelstein JD, Irreverre F, Laster L. 1964. Homocystinuria: an
enzymatic defect. Science 143:1443–1445.
Mudd SH, Havlik R, Levy HL, McKusick VA, Feinleib M. 1981. A study
of cardiovascular risk in heterozygotes for homocystinuria. Am J Hum
Genet 33:883–893.
Mudd SH, Levy HL, Kraus JP . 2001. Disorders of transsulfuration. In:
Scriver CR, Beaudet AL, Sly WS, Valle D, editors. The metabolic and
molecular bases of inherited disease. New York: McGraw-Hill. p 2007–2056.
Newcombe RG. 1998. Two-sided confidence intervals for the single
proportion: comparison of seven methods. Stat Med 17:857–872.
Orenda ´c ˇ M, Mus ˇkova ´ B, Richterova ´ E, Zva ´rova ´ J, S ˇtefek M, Zaykova E,
Kraus JP , Str ˇı ´brny ´ J, Hya ´nek J, Koz ˇich V. 1999. Is the common 844ins68
polymorphism in the cystathionine beta-synthase gene associated with
atherosclerosis? J Inherit Metab Dis 22:674–675.
Pa ¨a ¨bo S, Irwin DM, Wilson AC. 1990. DNA damage promotes jumping
between templates during enzymatic amplification. J Biol Chem 265:
4718–4721.
Patrinos GP , Grosveld FG. 2003. Gene conversion in health and disease. In:
Cooper DN, editor. Nature encyclopedia of human genome. London:
Nature Publishing Group. p 607–612.
Pepe G, Vanegas OC, Rickards O, Giusti B, Comeglio P , Brunelli T,
Marcucci R, Prisco D, Gensini GF, Abbate R. 1999. World distribution of
the T833C/844INS68 CBS in cis double mutation: a reliable anthro-
pological marker. Hum Genet 104:126–129.
Refsum H, Fredriksen A, Meyer K, Ueland PM, Kase BF. 2004. Birth
prevalence of homocystinuria. J Pediatr 144:830–832.
Romano M, Marcucci R, Buratti E, Ayala YM, Sebastio G, Baralle FE.
2002. Regulation of 30 splice site selection in the 844ins68 polymorphism
of the cystathionine beta-synthase gene. J Biol Chem 277:
43821–43829.
Shan X, Dunbrack RL Jr, Christopher SA, Kruger WD. 2001. Mutations in
the regulatory domain of cystathionine beta synthase can functionally
suppress patient-derived mutations in cis. Hum Mol Genet 10:635–643.
Sokolova ´ J, Janos ˇı ´kova ´ B, Terwilliger JD, Freiberger T, Kraus JP , Koz ˇich V.
2001. Cystathionine beta-synthase deficiency in Central Europe:
discrepancy between biochemical and molecular genetic screening for
homocystinuric alleles. Hum Mutat 18:548–549.
Song KS, Choi JR, Kim HK, Gee SH, Shim WH. 2001. Presence of
844ins68 in the cystathionine beta-synthase gene in Asians (Koreans).
Thromb Haemost 86:1130.
Sperandeo MP , Candito M, Sebastio G, Rolland MO, Turc-Carel C,
Giudicelli H, Dellamonica P , Andria G. 1996a. Homocysteine response
to methionine challenge in four obligate heterozygotes for homocysti-
nuria and relationship with cystathionine beta-synthase mutations.
J Inherit Metab Dis 19:351–356.
Sperandeo MP , de Franchis R, Andria G, Sebastio G. 1996b. A 68-bp
insertion found in a homocystinuric patient is a common variant and is
skipped by alternative splicing of the cystathionine beta-synthase
mRNA. Am J Hum Genet 59:1391–1393.
Swift M, Morrell D. 1982. Cardiovascular risk in homocystinuria family
members. Am J Hum Genet 34:1016–1018.
Tsai MY, Bignell M, Schwichtenberg K, Hanson NQ. 1996. High
prevalence of a mutation in the cystathionine beta-synthase gene. Am
J Hum Genet 59:1262–1267.
Tsai MY, Yang F, Bignell M, Aras O, Hanson NQ. 1999. Relation between
plasma homocysteine concentration, the 844ins68 variant of the
cystathionine beta-synthase gene, and pyridoxal-50-phosphate concen-
tration. Mol Genet Metab 67:352–356.
Tsai MY, Bignell M, Yang F, Welge BG, Graham KJ, Hanson NQ. 2000.
Polygenic influence on plasma homocysteine: association of two
prevalent mutations, the 844ins68 of cystathionine beta-synthase and
A(2756)G of methionine synthase, with lowered plasma homocysteine
levels. Atherosclerosis 149:131–137.
Wang L, Chen X, Tang B, Hua X, Klein-Szanto A, Kruger WD. 2005.
Expression of mutant human cystathionine beta-synthase rescues
neonatal lethality but not homocystinuria in a mouse model. Hum
Mol Genet 14:2201–2208.
Zhang G, Dai C. 2001. Gene polymorphisms of homocysteine metabolism-
related enzymes in Chinese patients with occlusive coronary artery or
cerebral vascular diseases. Thromb Res 104:187–195.
Zoossmann-Diskin A, Gazit E, Peleg L, Shohat M, Turner D. 2004.
844ins68 in the cystathionine beta-synthase gene in Israel and review of
its distribution in the world. Anthropol Anz 62:147–155.
264 HUMAN MUTATION 28(3),255^264,2007
Human Mutation DOI 10.1002/humu